to have no effect on staining intensity or distribution. The slides were fixed for 10 mm at room temperature (RT) in 3.7% formaldehyde in PBS; pH 7.2, followed by a PBS washing for 5 mm. They were subsequently transferred into methanol (-20C, 3 mm) and acetone (-20C, 1 mm) and
washed twice in PBS for 5 mm before the immediately following immunostaining procedure. 
Reagents

ABC LAB
Step 1 Step 2 Step 3 Step 4
Step 5
Step 6
Rat IgG 9-30,000 pg/mm2 Biotin-labeled goat anti-rat IgG ( 1 :400)" (Jackson) Streptavidin (Jackson) DAB We compared the relative efficiency offour immunoenzymatic tech- Step 4 Biotin-labeled goat anti-rat Goat anti-rat IgG (Abbott)" Biotin-labeled rabbit anti-rat Biotin-labeled goat anti-rat lgG (1:400) (Jackson) " IgG (Vector)a IgG (1:400) (Jackson)"
Step 5 Streptavidin
Step 6 Biotin-labeled peroxidase
(1:500) (Amersham)"
Step Figure  1 shows the results of the dot-blot analysis.
Dot-blot Analysis
The labeled avidin-biotin (LAB) method turned out to give the best results.
The LAB method was ten times more sensitive than the peroxi- Applying MAb H222 in half the concentration suggested by the distributor, we obtained the staining results depicted in Figure  2 .
LAB. The strongest nuclear staining was observed using the LAB method ( Figure  2D ). Positive nuclear staining was found in nearly all smooth muscle cells. Its intensity varied between weak (1 + ) and
very strong (5+).
PAP/ABC.
Both methods gave less intense staining of nuclear ER in human myometnium, the PAP method ( Figure  2B ) staining more wealdy than the ABC ( Figure 2C) Figure  3 .
LAB.
VDR-positive staining was strongest in the nuclei of epithelial cells of the crypts ( Figure  3D ) and of the villi, whereas no cytoplasmic staining could be seen. Some nuclei ofinterstitial cells and of adjacent muscle cells were weakly stained. 
IBRAB.
As in the demonstration of ER, this method consistently gave negative results.
Demonstration of VDR in Normal Human
Skin. Ten normal human skin biopsies were stained with MAb 9A7g at a concentration of 670 pg/mI. The results are depicted in Figure  4 .
ABC.
In the dermis this method gave a staining pattern which was similar to but less intense than the LAB procedure. The most striking difference between the two methods was observed in the epidermis.
With the ABC method ( Figure  4C) 
2C.
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% , s,.. There is no staining with the IBRAB method and the strongest staining intensity ofthe nuclei of muscle cells is found with the LAB technique.
Original magnification x 200. Bars -50 pm. and LAB method at an MAb concentration of 26.8 ng/ml were estimated at 1 + and 2 + , respectively.
Discussion
In the present study we describe the labeled biotin-avidin method (LAB) as a new immunohistochemical approach for visualization of vitamin D (VDR) and estrogen receptors (ER) by monoclonal antibodies.
Specificity of Staining
The specificity and crossreactivity ofMAb 9A7g (23, 24) to the VDR and H222 (10, 11, 20) to the ER have been described previously.
Vitamin D Receptors.
Since MAb 9A7g was produced to the avian VDR, we chose chick intestine for our first studies. The nuclear staining in the epithelial cells ofvilli and crypts was the same as described by other immunohistochemical studies on human or chick intestine (2,6). Furthermore, this staining was totally absent when MAb 9A7g was replaced by MAb H222 or other controls descnibed above.
Skin is not only the site of vitamin D production but is also the target organ for 1,25-(OH)2D3. Our findings are in accordance with autoradiographic studies (34)and cytosolic ligand binding assays (7, 9) . With the latter assay, VDR were identified in epidermal cells (31), fibroblasts (5,7), endothelial (19), and smooth muscle cells (15), as well as in cells of the immune system such as macrophages, activated T-cells, and B-cells (26). However, only immunohistochemical detection of VDR will allow elucida- 
